T H E J O U R N A L O F C E L L B I O L O G Y
, and cdc12-112 for3 fus1 strains expressing GFP-CHD imaged at 33°C. An actin focus forms in all cases, except upon fus1 deletion. Note the presence of some aberrant actin structures in the cdc12-112 for3 double mutant. (E) Fusion efficiency of homothallic h90 wild-type, cdc12-112, cdc12-112 for3, and cdc12-112 for3 fus1 mutants at 33°C. For3 and Cdc12 do not contribute during cell-cell fusion. Error bars are standard deviations. (F) 3D SIM of GFP-CHD and Myo52-tdTomato colocalization in homothallic h90 wild type. This image represents the same cell pair as shown in Fig. 2 F, after which time-lapse imaging of only the GFP channel was acquired. (G) Heterothallic h  strains expressing indicated GFP fusions crossed to h + myo52-tdTomato cells. Cdc8 tropomyosin and Cam2 calmodulin form a dot at the fusion site, but not Rlc1, Arc5, or Wsp1. (H) Homothallic h90 crn1-tdTomato GFP-CHD. Crn1 coronin decorates the fusion focus. DIC, differential interference contrast. Bars, 1 µm. Figure S3 . Type V myosin localization and dynamics define multiple steps in the formation of the fusion focus. (Related to Fig. 4 .) (A) Mean FRAP recovery half-times of Myo52-GFP at the cell tip of vegetative growing cells or during cell-cell fusion in presence or absence of Fus1. Myo52 lower mobility at the fusion focus depends on Fus1. Note that the half-time values measured with Myo52-GFP are somewhat larger than those measured using Myo52-tdTomato (see Fig. 3 C) , but the differences between focus and cell tip are similar. t test, ***, P = 6.9 × 10 All tagging constructs are in frame after the last codon of the gene or before the first one and integrated at the endogenous genomic locus. All deletions are replacements of the complete gene ORF with the selectable marker. The p map3 -driven transgenes are integrated in the map3 promoter locus. WT, wild type. :tdTomato GFP-CHD strain obtained by wide field microscopy and deconvolved using the DeltaVision platform (Olympus IX-71; Applied Precision). CHD-GFP is shown in green; tdTomato in red. Time interval is 2 min. The video is sped up sevenfold. Three distinct mating pairs can be seen fusing during the course of the video. Note formation of the fusion focus before fusion, entry of the red signal in the h + cell at fusion time and focus disassembly after fusion. Bar, 1 µm.
Video 2. Absence of actin fusion focus in fus1. (Related to Fig. 1 .) Time-lapse of homothallic h90 fus1 GFP-CHD strain obtained by wide field microscopy and deconvolved using the DeltaVision platform (Olympus IX-71; Applied Precision). CHD-GFP is shown in green; differential interference contrast image in gray. Time interval is 2 min. The video is sped up sevenfold. Four distinct mating pairs can be seen, all of which fail to fuse. Instead, mating partners keep growing in a polarized fashion toward each other. Actin structures, likely actin patches can be seen dynamically localizing at the shmoo tip, but no long-lasting actin focus is observed. Note the GFP-CHD channel has been contrasted to allow visibility on the differential interference contrast image. Bar, 1 µm. 
